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1 #MHE5FH%
1.1 @EfmEN

HoBp KRB CE. coli)JM109 1B pUCI9 HAFFRARK. KECHBHE J1501
(Streptomyces coelicolor J1501) (hisAl ,uraAl,strA1,SCP1™,SCP27 ,pgl™) TREAHE
B A3(2)whiG K2Rtk C71 (whiG71) M F B pMG102 14 i3 Chater Z 42424t AN
pl] 4083 G AT 013 B F0 LS My I E M 3R 5 B 2y1E) iy Bibb W%,
1.2 1E¥EE

KBHER LB AL BRIV ERSY., XEAHBEBREERERE
(YEME), B4 T F 4 155 5 (R2YE) B A R i B (MM B ek (9 B #i .
1.3 WEE

£ 5 % (Cb,Carbenicillin) - FER K BE & 50mg/ml, {8 F ¥ B4 50 pg/ml. Hid
74 8 % (Thio) R FEH W FE & 100mg/ml, f€ R2YE S5 { F o B9 50ug/ml, £ MM
3% 7pg/ml, LRHE BRI — 20 CIRERTF.
1.4 Esfoidm

Fi7 R 1+ Y V18 EcoR1,Hind 1§ Pstl ¥ A £ TRAF ., T4 DNA#
$:8§ 4 Boehringer 24 &) =54 . JLZ B4 Chater #4214,
1.5 M DNA fH2ER . 4h{k & DNA FExREllg

B CHR9. 10107 BE/EAT .
1.6 ABpiTEE 2 & MR A S Rt

3wk, 11 14T .
1.7 AREELEREHNE BERHEL

A w10 BT
1.8 BRERE \

JLEB MRS AR E AR LT, BRRENEERELkRRTeRH
PR, B LS EEHMRIE. BN ERES 0. 5mol/L MLEMBERELR
&, 15 HHETTUEIRATY.

2 H#X
2.1 BARNpaR

¥ R pMG102 Jil Pstl-EcoRI XUR§Y], KB AS B Mk 1. 1kb M & A P BEITH
B . [Art, A Pstl #1 EcoRI XURE Y1 R &8k pUC19, % P, §l pUC19 I T4 DNA R &R
EH SRR TM109 RS, #1A Cb Al X-Gal/IPTG FiB £ T Cb* A
AV bk . 2 TR R BORTRE YTI0UE . 49 8 0 T 28 UL 2 IE 8 89 , b B4 ORE 45 O pXT101
(B 1 #IE 2), s pXJ101 MW REGE T P MBI, Pu B8 TH—F
RS B OB p1J4083 LB %k . B Hind ¥ 1 EcoRI X{K§ ¥ pXJ101, /8 DEAE jE4%k
(6] Pago F B . 4 T4 DNA 2R ER T 48 P 53T 4 B Hind 1A EcoRT B
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Fig. 1 The constructton of plJ4493
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BE, HahREA ERE AR LRk, B plJ4498 #4k J1501 A9 R4 Fik, 4% R2YE B
IR, Y935 9 16 /NS I Thio (50pg/ml) , 8k EEHE 3% U X J5 i £ 3] Thio® ¥4t
Bk, SRR LEIESR R T HA R plJ4498. % Hind 1 1 EcoR1 B§1)] p1J4498,
BE THEAK/NMAEW DNA 5B, 7 EcoRI B SPP1 #r#E4 FRXB T, MR BR
1. 1kb Y Py, » & Bt 5 p1J4083 Hind X -EcoR1 B§¥1 9 H B A/ R 7. 6kb A9E &
plJ4083([H 2), HRRPWBEMEAFTN plJ4498 MM R IETM .,

B 2 EAHFNE YR 5 R R

Fig.2 Agarose gel electrophoresis of recombinant plasmids digested with restriction enzymes
1. sppl+EcoR1; 2. pMG102+Pstl-EcoRI;
3. pUC19+ Pstl-EcoRI; 4. pXJ101+Hindll}-EcoRI;
5. pIJ4498+HindIII-EcoRI; 6. plJ4083+ HindIIT-EcoRI.

2.3 JLE¥ENERESEENERE

EYERB g BRI, N J1501/p1]4498 /Y 60 /NEFFR 72 /N HE SR B 1, S B ML 88
BEWAFELEA LR E LR EAN -2 R LR (HMS) (B [ -AB) T B
B J1501/p1J4083 A 4 B8 BUR W) A R )L 25 By S AL Al 2 B 9 HMS F=4 (B 1 -C) . Tl
H C71/p1J4498 #38 K§ 42 UM th R AE 8 L 69 LA B f LB 2 5 HMS 4. X &9,
HEHENED T P EXBEEEEE 11501 PEZ T ILEMMEABKR SRR, Lix™
AT HBEEAILEE 2.3-TUMEE, i T 11501 §H /R plJ4083 FR AR F.8L
W ARSI A ERE. W C71/p1J4498 WHEERBURT BEA LEB InE M EE,
BHTF whiG WEEFYR—4 o B F. M C71 # whiG EFEBEEK, ARES B o °RNA
BEMEEREMIAS P, HIK P REA B TR,
2.4 P, 3 J1501 T AT W

Fl pl)4498 ¥4k J1501 )5, &% Thio (Spg/mD S MM b, 355 4—5 X5, MET
J1501/p1]4498 TR ZIRH  RE AN SKERL A MBERMN KGR 71T
B . SEREZEEN OGRS (EK 1 -D), Tx B J1501/plJ4083 (R R ERE
B HELSHKEAEERD ., HHER, 55 Y plJ1498 BA Py BHEEH Y ™
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RNA B 4REGE S, {F 11501 AR P19 "B XKL W T o 5 RAREN T3
FHLE S, ATIE 11501 SMb i R FERZEM K, 58 J1501/p1)4498 HBL S whiG
A CT1 MO A AR . WA T Py o™ F —ERRBER.

3 itk

M\ J1501/p1]4498 B A [F £ 72 B ] (36, 48,60, 72,84 K 96 DB FHR I E H R
B H—EREBEEE 3ml, A 50 0. 2mol/L JLABEH, 10 2805, 7E LKB 2 6% K
HA=375nm 4RI OD {H, Z5BRFEI M 72 MR O E KRS 2IME QR OD Hi
BLREE BT, BRI R R A S BRI, R J1501/pli4498 B4R
WA R o SR, [ DA B 31T Po OIS VETHEE 558, AT B LB I AR IR 55
EABIERIEL.

TEDLEE BB A0 ok plJ4083 1y JL 5% My I LB 4R 755 25 (R 1 30 F 1 IR 1 3R B Y
— B 755 4 Thio(Spg/mD i MM F-IL AT, ATH#E4T T 11501/p1]4498 B[
BT 3% 35 (72,96 #1120 /NED) , RJG 6 FIL EWEAF LIRS IL RS, HE AR R
AEBREFWNEE. RERNYTRERHENHETFEN ST Pu FRMRN &3
TR N ERE R 5L 0k, T H AR A =W RERA, A S8 E Kbt

B, I HE DL i 2],

' RO Bl TR WA T Pu S AR T o™, HARR T #E
B TFHER . X B3 — 5T whiG BERBR TR ARET —E sy
AR EEEEY AT IR EN A RSN HEX R EEEX.
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THE EFFECT OF A PROMOTER P, OF BACILLUS
SUBTILIS ON STREPTOMYCES DIFFERENTIATION

Tan Huarong Xu Chong Tian Yuqing Xu Jianyong
(Institute of microbiology . Academia Sinica, Beijing 100080)

Chater K F

(John Innes Institute, Norwich, England)

Absiract A 1. 1kb promoter Py, was inserted into pUC19. After then, the Py, was
subcloned into the HindI1I-EcoRI sites of the high copy nuraber Streptomyces promoter
probe plasmid p1J4083 containing xylE reporter gene. This recombinant plasmid was
designated as plJ4488. When plJ4498 was introduced into Streptomyces coelicolor J1501
protoplasts,transformants conferred a white phenotype, whereas the vector p1J4083 gave
rise to colonies of normal, dark grey appearance which is the same as that of J1501
itself. After confirming plJ4498 structure with some restriction enzymes, it was also
introduced into whiG mutant (C71), Crude enzyme extracts were isclated from J1501/
plJ4498, J1501/pl}4083 and C71/piJ4498 respectively, the crude enzyme extract from
J1501/p1]4498 could oxidize catechol (colourless) to 2-hydroxy muconic semialdehyde
(yellow colour},but crude enzyme extracts from J1501/p1J4083 and C71/p1]4498 could
not oxidize catechol 1o 2-hydroxymuconic semialdehyde. The results indicated that Py,
might be recognised by ™% RNA polymerase, and activated the zy/E reporter gene
expression and reduced J1501 sporularion.

Key words Streptomyces differentiation,Sporulation , whiG Py |
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Explanation of plate

A FTB. M J1501/p1]4498 f) 60 ABTHI 72 MRS REORRE TN, BN OO EY LERNLE -BER
BERENEET .
C. B J1501/pii4083 i3 72 /et R R R A MR L 3 LERBEGE LM EAL R 2R R,
D. HAFHEEHTF P MEBES EHEW,
11501 /p114083 B KA EA T J1501/p1)a498 RRERM,
A and B, Crude enzyme extract was isolated from J1501/plJ4498 with cultures of age 60 and 72h respectively ,and
the extract could oxidize catechol{colourless)to 2-hydroxy muconic semialdehyde (yellow colour?y,
€. Crude entyme sxtract was isolated from J1501/plJ4083 with culture of age 72k, and the extract could not
axidize catechol to 2-hydroxy muconic semialdehyde.
. The effect of a promoter Pz of B, subtilis on Strepromyces differentiation.
J1501/p1]4083 conferred a grey phenotype,but J1561/p1ji458 conferred & white phenotype.
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